INTRODUCTION
Ownby have reported that antiserum produced in rabbits against hamster ovary contains at least one antibody specific to the ovary. This antibody, when tested on hamster eggs in vitro, causes a precipitation of the outermost layer of the zona pellucida and renders it resistant to trypsin diges¬ tion (Ownby & Shivers, 1972) . Further studies Garavagno et ai, 1974) have shown that the precipitation of the zona surface by the antibody prevents spermatozoa from attaching to and penetrating the zona pellucida, thus effectively blocking fertilization in vitro. The species-specificity of the antibody has been documented (Garavagno «f al., 1974) . We report here that the anti-ovary antibody (antiserum) blocks fertilization not only in vitro, but also in vivo.
MATERIALS AND METHODS

Anti-ovary serum
Antiserum against the golden hamster ovary was prepared according to the method of Ownby & Shivers (1972) and Garavagno et al. (1974) with some modifications. Ovaries of ten adult hamsters in various stages of the oestrous 488 T. Oikawa and R. Yanagimachi cycle were placed in about 2 ml tris-saline (0-01 m tris-HCl-0-9% NaCl, pH 7-4) and homogenized for 5 min at 0°to 4°C. The homogenate was centrifuged at 2500 g for 20 min and the supernatant was separated from the sediment. The volume of the supernatant was adjusted to 2-0 ml with tris-saline, mixed with an equal volume of Freund's complete adjuvant (Difco Laboratories, Detroit, Michigan) and emulsified. Two ml of this emulsion were injected intramuscularly into a male rabbit. The second and third injections of the emulsion (emulsion was prepared using fresh ovaries every time) were given at weekly intervals and the animals were killed 10 days after the third injection. Blood was collected by heart puncture and the serum isolated was heated at 56°C for 30 min. (untreated) hamster eggs is dissolved completely by these reagents within less than 5 min. Methods for in-vitro insemination of hamster eggs and evaluation of fertilization (sperm penetra¬ tion) have been described previously (Oikawa et al., 1973 (Oikawa et al., , 1974 (Yanagimachi, 1966) . Either AOSF or CSF was injected i.p.
into each oestrous female as described in the 'Results'.
RESULTS
Fertilization block in vitro
Fresh unfertilized eggs were treated with either AOSF (non-absorbed or absorbed) or CSF solutions. One group of eggs was tested for changes in the properties of the zona pellucida ; the other group was tested for fertilizability by inseminating the eggs in vitro with capacitated, acrosome-reacted spermatozoa.
The results are summarized in Fig. 6 ).
DISCUSSION
The antigenicity of the egg and its envelopes has been long recognized as a result of studies on invertebrate species, and the possible block or disturbance of fertilization and embryonic development by antibodies against these antigens has been documented (Tyler, 1961 ; Metz, 1967 (Ownby & Shivers, 1972; Sacco & Shivers, 1973a, b, (Oikawa et al., 1973 (Oikawa et al., , 1974 (Oikawa et al., 1973 (Oikawa et al., , 1974 . Since both the antibody and wheat germ lectin prevent sperm binding to the zona surfaces (Oikawa et al., 1973 (Oikawa et al., , 1974 Shivers et al., 1972; Garavagno et al., 1974) 
